Redox enzymes, which catalyze reactions involving electron transfers in living organisms, are very promising components of biotechnological devices, and can be envisioned for sensing applications as well as for energy conversion. In this context, one of the most significant challenges is to achieve efficient direct electron transfer by tunneling between enzymes and conductive surfaces. Based on various examples of bioelectrochemical studies described in the recent literature, this review discusses the issue of enzyme immobilization at planar electrode interfaces. The fundamental importance of controlling enzyme orientation, how to obtain such orientation, and how it can be verified experimentally or by modeling are the three main directions explored. Since redox enzymes are sizable proteins with anisotropic properties, achieving their functional immobilization requires a specific and controlled orientation on the electrode surface. All the factors influenced by this orientation are described, ranging from electronic conductivity to efficiency of substrate supply. The specificities of the enzymatic molecule, surface properties, and dipole moment, which in turn influence the orientation, are introduced. Various ways of ensuring functional immobilization through tuning of both the enzyme and the electrode surface are then described. Finally, the review deals with analytical techniques that have enabled characterization and quantification of successful achievement of the desired orientation. The rich contributions of electrochemistry, spectroscopy (especially infrared spectroscopy), modeling, and microscopy are featured, along with their limitations.
of redox proteins and enzymes are involved in those energy chains, displaying a variety of structural motifs, cofactors, and metal content. Many of these individual proteins and enzymes can be identified, and fully characterized in vitro. The way they interact in vivo to fulfill the ET chain, however, often remains obscure. Furthermore, for a given metabolic pathway, some redox chains are favored for a given organism, and some proteins or enzymes may be over-or under-expressed. Depending on the environment or on the type of microorganism, one protein can replace another one as electron donor or acceptor for a specific process. Photosynthesis is one relevant example for which the involvement of one protein over another varies depending on the considered species (such as algae, cyanobacteria, or plants) [1] . Heme-(cytochrome c6) or copper-containing proteins (plastocyanin), on the one hand, and FeS cluster-or flavin mononucleotide-containing proteins (flavodoxin), on the other hand, act as electron transfer shuttles allowing the coupling of water oxidation to NADP + reduction by photosystem I/photosystem II systems. Respiration of some exotic microorganisms known as extremophiles is also pertinent in this respect ( Figure 1A) . Although the latter are very interesting because they are sources of enzymes exhibiting outstanding properties, such as resistance to high temperatures, low pH, and high salinity, their electron pathways are far from being understood. In the respiratory chain of the acidophilic bacterium Acidithiobacillus ferrooxidans, two similar cupredoxins with close redox potentials are found, one soluble in the periplasm and the other anchored to the membrane. The reason for such redundancy in the electron pathway from ferrous oxidation to O2 reduction is still unclear, despite many years of research on the organism [2] . Another relevant organism is Aquifex aeolicus, a hyperthermophilic ancestral bacterium which can sustain energy for growth from H2 or H2S oxidation coupled to either O2 or sulfur reduction [3] . This feature leads to an intricate energy chain involving many enzymes interacting to sequentially transfer electrons within short timescales. Last, but not least, intramolecular ET also occurs inside an enzyme to transfer the electrons from the active site, where transformation of the substrate occurs, to the surface of the enzyme. In many cases, for huge enzymes in particular, the distance the electron must be transferred across is optimized by the maturation and incorporation of cofactors. [3] .
Catalysts 2018, 8, 192 3 of 38 These few examples illustrate how the complexity of electron transfer pathways requires specific approaches to acquire some knowledge regarding the productive interaction between the involved enzymes and proteins. Common methods to analyze these fast ET processes include stop flow or chemical quench flow methods, as well as pulse radiolysis. Electrochemistry is another method of choice to quantify the rate of electron transfer processes. Not only can intramolecular ET within one protein be determined, but also the intermolecular ET between two interacting proteins can be characterized. The electron flow is then recorded as a current, which is related to the efficiency of the catalysis when an enzyme is involved. Furthermore, studying the ET between one protein and a conductive surface can mimic in vivo ET, because many of these processes occur at the surfaces of the interacting partners, or at the interface with the substrate. Interestingly, chemical functionalization of electrochemical interfaces has been a very active research field during the last years, since it provides a broad range of functionalities that will help to tune the interaction with a specific protein. Use of electrochemistry, however, requires as a first step the immobilization of the proteins or enzymes on conductive solid surfaces which act as electrodes, with the ultimate goal of keeping the protein structure as functional as possible.
The Applicative Issue: Use of Redox Enzymes Immobilized on Solid Conductive Supports for Biosensors, Bioreactors, and Biofuel Cells
Beyond fundamental knowledge of microorganism energy chains, the control and the functional immobilization of redox enzymes on conductive solid supports have found great interest in many environmentally friendly "green" biotechnological devices.
For these applications, the enzymes must be immobilized on the solid electrode surface in order to avoid diffusion into the biodevices, thereby losing the desired electrons, and compromising their effectiveness [4] . Among the currently developed biodevices, electrochemical biosensors have been the subject of extensive research for many years ( Figure 1B) . They have been preferred to other sensors such as those based on optical transduction because of the low cost and fast response of the electrochemical transduction. Large improvements in the detection limit down to fM concentrations, sensitivity, specificity, and stability of the biosensors have been achieved (see review [5] and references therein). This accomplishment is due to the identification and purification of new redox enzymes that are able to act as a recognition element, combined with the development of new conductive matrices for their efficient immobilization, essentially on the basis of large-surface-area nanomaterials. Electrochemical biosensors are used in many different domains, among which medical applications [5] , food safety, and environmental monitoring [6] are those undergoing the largest developments. The earliest electrochemical biosensor for biomedical applications dates back to 1962, and uses the redox enzyme glucose oxidase to measure sugar in blood [7] . The increasing knowledge of the parameters that control enzymatic activity on electrodes has enabled the design of the current commercially available «finger-pricking» approach, and has opened the way to implantable glucose biosensors. Advanced technology allows us to now envision the integration of the glucose bioelectrochemical sensor in a smartphone platform, simplifying the lives of diabetic patients [8] . Furthermore, it is possible to measure glucose in other fluids than blood, i.e., interstitial liquid, urine, saliva, sweat, or ocular fluid [9] . These last developments have led to the design of new robust enzyme-decorated bioelectrodes, such as flexible electrodes [10] . Many other targets are detectable by electrochemical enzyme-based biosensors, such as nitric oxide [11] , cholesterol [12] , urea [13] , or influenza virus [14] . In the domain of the environment, bioremediation is a process that involves redox enzymes for cleanup [15] . Oxygenases and multicopper oxidases (MCOs) are, for example, very efficient in the degradation of chlorinated and phenolic compounds. In this case, it should be productive to immobilize the enzyme on a conductive support to promote bioremediation by use of electrochemical methods.
More recent applications in the domain of bioreactors for fine chemistry have found great interest in the original use of redox enzymes immobilized on conductive supports. The two following examples illustrate this increasing research field nicely. A mandatory step for wide use of enzymes in biocatalysis is the regeneration of nicotinamide adenine dinucleotide phosphate, known under its redox couple NADP + /NADPH. Actually, this cofactor is required for the function of a large number of identified enzymes that are efficient in industrial processes such as the production of alcohols, hydroxylation of aromatic compounds, hydrolysis of triglycerides, or Baeyer-Villiger reactions [16] . Economic considerations impose the regeneration of NADPH, as it is costly to synthesize it. Among the methods explored for that purpose, electrochemical ones would be of great interest thanks to their low cost and simplicity. In this case, the activity of enzymes immobilized on various electrodes would be one attractive way to regenerate the cofactor. The second example is the electrochemical reduction of CO 2 into fuel products, with the additional advantage of providing a method for CO 2 sequestration. Biology offers natural biocatalysts able to achieve CO 2 reduction with high efficacy. Although the current research mostly focuses on whole microorganisms colonizing electrodes [17] , encouraging results have been reported on the activity of specific enzymes [18] . Here, the mandatory step would again be the functional immobilization of the enzyme on the electrode surface.
Finally, one emerging domain where the immobilization of redox enzymes is mandatory is the sustainable production of electricity. Fuel cells can be considered as green devices for electricity generation, since they produce no greenhouse gases. However, the transformation of H 2 and O 2 at the anode and cathode of the fuel cell requires catalysts based on expensive noble metals such as platinum. Some redox enzymes are known to catalyze fuel oxidation and oxidant reduction with high efficiency and specificity. This possibility opens the route for the development of the so-called enzymatic fuel cells, where the catalysts are the redox enzymes ( Figure 1C ). Two main categories of biofuel cells exist, mainly depending on the intended application and on the fuel used, with the oxidant being, in most cases, oxygen. The proof of concept of the first biofuel cell category appeared more than 40 years ago. It is based on the oxidation of glucose by flavin-based glucose oxidase or cellulose dehydrogenase. Many applications are targeted. As an illustration, one can cite biobatteries, small enough to be implanted in blood for feeding medical devices, such as a glucose biosensor or an insulin delivering pump, biobatteries implanted on ocular lenses to monitor ocular pressure, or biobatteries stuck on the skin to monitor lactate in sweat. Recent reviews report the major current developments in that type of biofuel cells [19] . A more recent concept uses the same fuel as in platinum-based fuel cells, with the aim of enhanced power output compared with sugar/O 2 enzymatic fuel cells. Here, hydrogen oxidation is carried out by the highly efficient hydrogenases, whose active site is composed of nickel and iron atoms. Coupled to MCOs for oxygen reduction, H 2 /O 2 biofuel cells display an open circuit voltage of around 1.1 V, depending on the origin of the enzymes, which is the highest ever reported for biofuel cells [20] . Late development of this new biofuel cell generation relies on the hydrogenases themselves, which-intrinsically-are very sensitive to oxygen. This sensitivity was observed for most of the enzymes known before the identification of some extremophilic hydrogenases from microorganisms able to sustain energy from a hydrogen-oxygen metabolism. These latter hydrogenases were demonstrated to be oxygen-tolerant and, moreover, resistant to carbon monoxide, opening the way to their use as biocatalysts in fuel cells. This second category of biofuel cells could be employed to power environmental sensors, with an additional advantage over platinum-based fuel cells. Indeed, thanks to the specificity and properties of some hydrogenases, it becomes possible to use nonpure H 2 , as hydrogen produced from biomass or waste. Recent research shows that high current densities in the order of 10 mA/cm 2 , and all the most high currents reported (up to 1 A per mg of enzyme) can be reached, which is very promising [21] .
Limitations of Bioelectrocatalysis: Stability, Wiring, and Interrelationships
For both fundamental research and applied perspectives described earlier, the main first step is the productive immobilization of redox enzymes on electrochemical interfaces. The aim is to optimize the ET rates both for intermolecular and interfacial ET, in order to ultimately optimize bioelectrocatalysis efficiency. Concomitantly, stabilization of the enzymes once immobilized would be desired. Many recent reviews analyze the issues relative to protein behavior once immobilized on solid Catalysts 2018, 8, 192 5 of 38 supports [22] . Although no general rules can be formulated, it is plausible to expect that the interaction between the solid support and the enzyme may cause an alteration in protein structure and/or flexibility, hence modifying its properties. Depending on the enzyme and on the support, enhanced stability and activity, or, on the contrary, destabilization may be observed. Immobilization may prevent enzyme aggregation, thus enhancing catalysis when compared with free enzymes in solution.
Proper immobilization on a solid support mimicking the enzyme native environment may improve enzyme activity. Here, we particularly want to highlight the specific aspects of trying to perform conductive electron transfer processes by using a conductive surface for enzyme immobilization. With this goal in mind, additional principles have to be taken into account, and some of the general rules admitted for an efficient and stable immobilization process no longer hold. As an example, it is expected that in order to achieve high catalysis efficiency, nonredox enzymes must be oriented with the active site turning to the opposite side of the solid surface to facilitate substrate access. In the case of ET however, the situation is the opposite, since the ET rate strongly depends on the distance between the electrode and the active site. Hence, an orientation of the enzyme with the active site as close as possible to the solid surface will be targeted. This situation will be discussed further in the following. Along the same lines, it is also admitted that deleterious interactions between an enzyme and a surface should be avoided by introducing a linker on the enzyme. In the case of ET, however, this linker introduces an additional distance that can be prejudicial to the ET efficiency. Furthermore, the enzymes on conductive supports will be subjected to electric fields, as soon as the bioelectrode is polarized at the required operational potential. This operational condition implies that redox enzymes on solid electrodes must not only resist various nonphysiological environments (salt concentration, nonbuffered solution, etc.) but also resist high current flow, or a wide range of redox potentials.
These general considerations clearly illustrate that redox enzyme immobilization on solid electrochemical interfaces raises issues that are different from the general issues of enzyme immobilization on solid supports. The goal of the present review is to describe these specific aspects, and it will focus on the main parameters that govern the functional immobilization of redox enzymes on electrodes, as well as the current tools available to rationalize and control these parameters. We will limit our discussion to planar electrodes, for which fundamental studies of immobilized redox enzymes are more relevant, as discussed hereafter.
Interfacial Electron Transfer: Why Is Orientation a Key Issue?
The maturation of the idea to use redox enzymes in biodevices was driven in parallel by the increasing understanding of the ET mechanism in the context of biological processes [23] . According to Marcus theory, the ET rate k ET between an electron acceptor and an electron donor is a function of the potential difference between the electron acceptor and donor, given as the Gibbs free energy of activation (∆G), and of the reorganization energy [24] . k ET can be expressed as k ET = α(r)υ e −∆G/RT , where αυ depends on the electronic coupling between the reactants, with the transmission coefficient α exponentially varying with the distance r separating the donor and the acceptor. Based on this theory, the maximum distance of electron tunneling between donor and acceptor was estimated to be 20 Å [23, 25] . Actually, this is the distance which is reached through complex formation between the active sites of two interacting proteins. The upper distance limit of 20 Å is also observed in many enzymes for the separation of active sites and electronic relays, although electrons can travel longer distances through conserved aromatic residues of the protein moiety [26] . As a consequence, the intramolecular ET does not limit the catalysis since k ET is much higher than catalytic constants [27] . Considering now the electrode as the donor or the acceptor, the rule can be extended to define the limiting distance separating it from the enzyme for ET. As enzyme diameters are on the order of a few nm, active sites are often more distant from the surface than the predicted maximal distance for fast ET within the electrode. The consequence is that for interfacial ET to proceed, it is mandatory to place the active site at a distance compatible with ET, using controlled tethering to the surface. Because the active site is often protected from the external environment by deep embedding inside the protein Catalysts 2018, 8, 192 6 of 38 moiety, one has to play with the electronic relays inside the enzyme which allow fast intramolecular ET. The electron entry or exit point will be the particular electronic relay on the surface of the enzyme that must be located at a close distance from the electrode ( Figure 2) . The molecular-level features favoring a specific orientation can be determined based on the examination of the crystallographic structure of the enzyme, possibly in combination with molecular modeling approaches [28] . Nevertheless, it is experimentally very difficult to succeed in a single-point attachment of an enzyme on an electrode surface. The immobilization of the protein will often lead to a distribution of enzyme orientations. Even in the case of enzyme immobilization through specific anchors grafted on the enzymes (this will be discussed below), one cannot exclude ET through a variety of pathways because of enzyme flexibility on the surface. As the interfacial electron transfer constant k 0 between the enzyme and the electrode surface depends on the distance of the electron tunneling, the distribution in the enzyme orientations creates a dispersion of this constant that may lie in the range between k min and k max = k 0 . In the case of ahomogeneous distribution of enzyme orientations we have k min = k 0 exp (−βd 0 ), where βd 0 is a parameter that represents the dispersion of possible orientations the enzyme molecules may adopt while maintaining electron exchange with the electrode. The βd 0 parameter governs the shape of the electrochemical signals as modeled by Armstrong's group [29] , and reported in recent papers for the analysis of the ET of immobilized enzymes [30] . often protected from the external environment by deep embedding inside the protein moiety, one has to play with the electronic relays inside the enzyme which allow fast intramolecular ET. The electron entry or exit point will be the particular electronic relay on the surface of the enzyme that must be located at a close distance from the electrode ( Figure 2) . The molecular-level features favoring a specific orientation can be determined based on the examination of the crystallographic structure of the enzyme, possibly in combination with molecular modeling approaches [28] . Nevertheless, it is experimentally very difficult to succeed in a single-point attachment of an enzyme on an electrode surface. The immobilization of the protein will often lead to a distribution of enzyme orientations. Even in the case of enzyme immobilization through specific anchors grafted on the enzymes (this will be discussed below), one cannot exclude ET through a variety of pathways because of enzyme flexibility on the surface. As the interfacial electron transfer constant k0 between the enzyme and the electrode surface depends on the distance of the electron tunneling, the distribution in the enzyme orientations creates a dispersion of this constant that may lie in the range between kmin and kmax = k0. In the case of a homogeneous distribution of enzyme orientations we have kmin = k0exp (−βd0), where βd0 is a parameter that represents the dispersion of possible orientations the enzyme molecules may adopt while maintaining electron exchange with the electrode. The βd0 parameter governs the shape of the electrochemical signals as modeled by Armstrong's group [29] , and reported in recent papers for the analysis of the ET of immobilized enzymes [30] . Note that the enzyme orientation on the electrode is not only a key issue for interfacial electron transfer, but is also essential to facilitate the diffusion of substrates and products within the enzyme internal cavity network toward the catalytic site. Molecular Dynamics simulations on [NiFe] hydrogenases from A. aeolicus and Desulfovibrio fructosovorans have shown how these two homologous enzymes display their own specific internal tunnel network [31] . In the case of the membrane-bound A. aeolicus hydrogenase, all the substrate entry points are located on the same side Note that the enzyme orientation on the electrode is not only a key issue for interfacial electron transfer, but is also essential to facilitate the diffusion of substrates and products within the enzyme internal cavity network toward the catalytic site. Molecular Dynamics simulations on [NiFe] hydrogenases from A. aeolicus and Desulfovibrio fructosovorans have shown how these two homologous enzymes display their own specific internal tunnel network [31] . In the case of the membrane-bound A. aeolicus hydrogenase, all the substrate entry points are located on the same side of the enzyme's surface. As a consequence, the enzyme's adsorption on an electrode with the wrong orientation might result in the shielding of some parts of its surface, such that a small substrate could no longer use it as an entry point to reach the active site.
The Key Components

Properties of Redox Proteins
Enzymes are large biomolecules that are abundantly found in living organisms with great variety and very specific functions. As biocatalysts, enzymes accelerate reactions by decreasing their activation energy. They are composed of one or more long chains of amino acid residues displaying a vast array of functions within organisms, including catalyzing metabolic reactions, DNA replication, and responding to stimuli. The structure of such proteins stands out as complex but with a high degree of organization compared to small molecules, as required to fulfill high selectivity. This structure/function relationship will have strong impact on further functional enzyme immobilization. Tertiary structures form by folding of the α-helix and pleating of the ß-sheet in such a way as to achieve maximum stability or the lowest energy state. The final shape of the protein is stabilized by various interactions, including hydrogen bonding, disulfide bonds, ionic bonds, Van der Waals, and hydrophobic interactions. Coarse-grain modeling approaches can provide useful insight on the thermal unfolding of surface-immobilized enzymes [32] . More generally, how the immobilization will alter this structure is, of course, of great importance.
Among enzymes, redox enzymes are those proteins whose established role is to convert a substrate along an energy chain through electron exchange. They consist of a redox center, required for their bioactivity, with the ability to either accept or donate electrons. Different types of redox centers can be found in redox enzymes, ranging from metal-based ones (Ni, Fe, Mo, Cu, etc. . . . ) to inorganic ones such as flavin adenine dinucleotide (FAD), acting as a cofactor. In metalloenzymes, the metal ion is usually held by coordinate-covalent bonds on the amino acid side chains or inorganic ligands, or is bound to a prosthetic group (e.g., heme). The redox active center is very often embedded in the polypeptide structure, which protects it against hostile environments but, from a conductive point of view, insulates it. Different strategies have been used during maturation to succeed in a fast intramolecular ET, which is not limiting compared with the catalytic efficiency; this is illustrated hereafter by some relevant examples, widely studied in the literature ( Figure 3 ). of the enzyme's surface. As a consequence, the enzyme's adsorption on an electrode with the wrong orientation might result in the shielding of some parts of its surface, such that a small substrate could no longer use it as an entry point to reach the active site.
The Key Components
Properties of Redox Proteins
Among enzymes, redox enzymes are those proteins whose established role is to convert a substrate along an energy chain through electron exchange. They consist of a redox center, required for their bioactivity, with the ability to either accept or donate electrons. Different types of redox centers can be found in redox enzymes, ranging from metal-based ones (Ni, Fe, Mo, Cu, etc.…) to inorganic ones such as flavin adenine dinucleotide (FAD), acting as a cofactor. In metalloenzymes, the metal ion is usually held by coordinate-covalent bonds on the amino acid side chains or inorganic ligands, or is bound to a prosthetic group (e.g., heme). The redox active center is very often embedded in the polypeptide structure, which protects it against hostile environments but, from a conductive point of view, insulates it. Different strategies have been used during maturation to succeed in a fast intramolecular ET, which is not limiting compared with the catalytic efficiency; this is illustrated hereafter by some relevant examples, widely studied in the literature ( Figure 3 ). MCOs [33] such as laccases (LAC), bilirubin oxidases (BOD), or cuprous oxidase (CueO) are copper-containing enzymes that efficiently catalyze oxygen (O2) reduction directly to water [34] . BODs and LACs are found in fungi, plants, and bacteria, where they catalyze the oxidation of bilirubin to biliverdin and the oxidation of polyphenol compounds, respectively. O2 reduction requires four copper sites which differ by their ligand coordination and geometry: one T1 Cu, and a trinuclear cluster composed of one T2 Cu center coupled to a binuclear T3 Cu center [34] . Physiologically, electrons are received from the substrate to the T1 Cu, and are transferred through a MCOs [33] such as laccases (LAC), bilirubin oxidases (BOD), or cuprous oxidase (CueO) are copper-containing enzymes that efficiently catalyze oxygen (O 2 ) reduction directly to water [34] . BODs and LACs are found in fungi, plants, and bacteria, where they catalyze the oxidation of bilirubin to biliverdin and the oxidation of polyphenol compounds, respectively. O 2 reduction requires four Catalysts 2018, 8, 192 8 of 38 copper sites which differ by their ligand coordination and geometry: one T1 Cu, and a trinuclear cluster composed of one T2 Cu center coupled to a binuclear T3 Cu center [34] . Physiologically, electrons are received from the substrate to the T1 Cu, and are transferred through a histidine-cysteine bridge to the trinuclear cluster 12-14 Å away, where O 2 reduction takes place [35] . In a mimicking way, one can imagine how an electrode can provide the electrons instead of the physiological substrate, which means that the electrode has to be wired to the copper T1.
Hydrogenases (Hases) are the enzymes that catalyze the reversible oxidation of molecular hydrogen (H 2 ) and reduction of protons. They are found in the periplasm or cytoplasm of various microorganisms, in many different environments, where their main role is to provide energy for the organisms by oxidation of molecular hydrogen. Hases are subclassified into three different types based on the active site metal content: iron-iron Hases, nickel-iron Hases, and iron Hases [36] . The [FeFe]-Hases are more specifically involved in H 2 production from proton reduction, whereas [NiFe]-Hases are more efficient in H 2 oxidation [37] . In the latter case, the [NiFe] active site, where the hydrogen binds, is buried deep inside the large subunit. To transfer the electrons from/to the active site, 3 FeS clusters less than 13 Å distant from each other constitute a conductive line in the small subunit towards/from the surface of the enzyme. Hydrogen reaches the active site through well-defined hydrophobic channels, [38] whereas avenues for proton evacuation are not yet so clearly identified. If one wants to immobilize such an enzyme, two conditions need to be met: (i) wire the enzyme to the electrode via the FeS cluster located closest to the surface of the protein; and (ii) make sure the channels for the substrate access and products removal are accessible.
Glucose oxidase (Gox) is the most studied redox enzyme so far, and catalyzes the oxidation of β-D-glucose to D-glucono-1,5-lactone and hydrogen peroxide using molecular oxygen. It is a large dimeric protein with a molecular weight of 160 kDa and an average diameter of 8 nm, containing one tightly bound FAD per monomer as a cofactor [39] . The FAD cofactor is deeply embedded inside the protein matrix. In addition, it was experimentally shown that the FAD molecule is located in a cavity deeper than 8 Å [40] . Various attempts have been made to establish the wiring between the active center of GOx and various electrodes [41] . However, many discrepancies in the results are reported, and uncertainty remains regarding the retention of the conformation of the enzymes.
Cellobiose dehydrogenases catalyze the oxidation of various saccharides into lactones. Their strategy to transfer electrons is different from Gox as each monomer consists in two domains, one with a FAD cofactor and the other with a heme. ET proceeds physiologically from the substrate to the FAD cofactor and finally to the heme. The latter is accessible to the solvent, and is connected to the FAD domain through a flexible linker [42] , which can be a great advantage if using this type of enzyme on an electrode surface.
These few examples clearly indicate that the strategy required to succeed in the ET from/to the enzyme to/from the electrochemical interface will largely depend on the structure and specific features of the enzyme. Apart from fast intramolecular ET achieved thanks to electronics relays within the enzyme, ET between physiological partners in a given chain, or between the substrate and the enzyme, is facilitated by specific recognition surfaces involving both hydrophobic and hydrophilic moieties [43] . As illustrations, the third, surface-exposed FeS cluster in the [NiFe]-Hases from Desulfovibrio is surrounded by an acidic patch composed of glutamic amino acid residues, which recognize a lysine-rich environment of the interacting heme of the physiological partner, a cytochrome c 3 [31, 44] . This electrostatic interaction allows both partners to come to a close distance which then induces fast intermolecular ET. Various other striking examples of electrostatic-driven protein-protein interactions for efficient ET are documented in the literature: interaction between cytochrome c oxidase and cytochrome c [45] , sulfite reductase and ferredoxin [46] , cytochrome P450 and putidaredoxin [47] , and NADH-cytochrome b 5 reductase and Fe(III)-cytochrome b 5 [48] . Also, the Cu T1 in LACs is inserted in a hydrophobic pocket which allows favorable interaction with its natural organic substrates [49] . The knowledge of such recognition interfaces will become a key issue once a rational approach to immobilize enzymes on electrodes is envisioned. Furthermore, from the 3D structure of given redox enzymes, it is possible to calculate the surface electrostatic potential distribution which indicates the existence of dipole moments [50] . A dipole moment, in the simplest case, is a vector quantity representing the separation of two opposite electrical charges. The magnitude of this quantity is equal to the distance between the charges multiplied by the charge. The direction of the vector is from negative to positive charge. In the general case, the dipole moment can be computed by the formula
µ as the overall dipole moment generated by i charges, q i as the magnitude of each partial charge i, and r i as the position vector of charge i. Such calculations provide an initial understanding for preferential orientations of immobilized enzymes on electrodes, a feature that may be exploited to favor high ET rates. Another key aspect of enzymes is their internal cavity network that enables the diffusion of substrates/reaction products between the solvent and the enzyme's catalytic site, and which can also be investigated via modeling and free energy calculation [51] . From a theoretical perspective, the ET itself can be simulated using a wealth of different techniques involving mixed Quantum-Classical molecular dynamics (MD) simulations, Quantum Mechanics/Molecular Mechanics (QM/MM) approaches, or numerous Density Functional Theory (DFT) variants [52] .
Conductive Electrode Surfaces
A large variety of electrodes are available, displaying high electric conductivity and mechanical and thermal stability. During the last years, a great deal of research has focused on the immobilization of redox enzymes in and on 3D conductive materials. The idea underlying the use of high surface area/volume materials is to enhance the loading of redox enzymes and, hence, the current for biocatalysis. Carbon-based materials such as carbon nanotubes, carbon nanofibers, carbon felt, or metal nanoparticles have been demonstrated to act as a very efficient host matrix [53] . It is also expected that tuning the size of the pores of the matrix may help in the stabilization of the enzyme by multipoint anchoring [54] . The control of enzyme loading and specific activity in such large-area materials is, however, in most cases hampered by the lack of methods able to monitor one individual enzyme in the matrix. In addition, homogeneous distribution and orientation of enzymes in the 3D network is rarely achieved. Nonetheless, it is worth mentioning the original work of Vincent's group, who set up a Protein Film Infrared Electrochemistry (PFIRE) method for the monitoring of the enzyme conformation entrapped in carbon black particles [55] . Mazurenko et al. also reported the resolution of enzyme partitions in carbon felts [21] . Nevertheless, it appears more relevant to study the immobilization of redox enzymes on more planar electrodes, to achieve easier control of the enzyme conformation, and to overcome mass transport and substrate partition issues arising from the surface meso-or nanoporosity which induces local variation of substrates and products (such as local acidification, for example) and complexifies the whole process. The notion of planarity itself must be discussed here. Given an average size of enzymes in few nanometer ranges, all materials that present macroporosity should be considered as planar from the enzyme immobilization point of view. However, macroporosity is most often accompanied by mesoporosity, in which the enzyme is connected through many points. Any porous materials should thus be considered as nonplanar.
Smooth metal surfaces like Au, Ag, and Pt, or more complex surfaces such as indium-tin-oxide (ITO), or flat carbon-based surfaces such as glassy carbon can be used for the immobilization of redox enzymes, as well. However, even these surfaces considered as planar present a roughness factor that may influence enzyme immobilization. Few studies report the effect of roughness on bioelectrocatalysis. It is worth noting the work from Thorum et al. in which roughness was induced on a gold electrode to force protruding of functionalities required to get access to the enzyme active site [56] . Gold supports/electrodes of different geometries are commercially available and are the model supports for analytic and surface-addressing techniques like Surface Plasmon Resonance (SPR), Quartz Crystal Microbalance (QCM), Polarization Modulation Infrared Reflectance Absorption Spectroscopy (PMIRRAS), Surface-Enhanced Infrared Absorption (SEIRA), and ellipsometry. As the chip used in these methods can also serve as the electrode for electrochemical sensing, the gold surface appears all the more relevant when dealing with redox enzyme immobilization. In principle, single-crystal/monocrystalline gold surfaces should be used in all these techniques because they provide a controlled gold surface at the atomic level. However, the reusability of the surface is critical, whereas improved understanding of surface pretreatment for polycrystalline gold allows preparing reproducible surfaces [57] . Hence, polycrystalline gold surfaces, where the distribution of metal atoms is nonuniform throughout the electrode surface, are very handy. Surface treatment provides surface control and promotes their wide use for protein electrochemistry [58] . Electrochemical cleaning by cycling in H 2 SO 4 solution between −0.35 V and +1.5 V vs. Ag/AgCl allows calculating of the real electroactive surface area by integrating the gold oxide reduction peak at +0.9 V, taking into account a charge of 390 µC·cm −2 for the reduction of a gold oxide monolayer [59] . The roughness factor can thus be calculated (R f = A electroactive /A geometric ), which represents the difference between the projected geometric surface area and the electro-accessible surface area. R f takes values around 2 to 5 depending on the kind of surface considered and the cleaning procedure [60] .
Several spectroscopic methods have been coupled to electrochemistry taking advantage of conductive biocompatible materials. Surface-enhanced vibrational spectroscopies benefit from nanostructuration of the metal (Au or Ag) to increase their sensitivity (enhancement factor in absorption: 10 2 -10 6 ) [61] . Because of the nanostructuration surface, here also a roughness factor can be calculated (R f = A real /A geometric ); the geometric area (A geometric ) represents a flat surface while the real area (A real ) is experimentally accessible, for example, via electrochemistry or AFM [60, 62, 63] . On the other hand, infrared spectroscopy based on reflection absorption techniques requires flat reflective surfaces [64] . While monocrystalline gold remains the most commonly used support, it was recently shown that despite lower-intensity infrared signals, glassy carbon is a promising alternative for broadening the applications related to electrochemistry [65] .
A molecular-level picture of these surfaces can be obtained through modeling approaches such as MD simulations. Interestingly, the last decade has seen the development of numerous force fields (FF), specifically parameterized to model a large variety of solid surfaces [28] . Amongst the material models that are now accessible to computational chemists, one can mention metallic surfaces (Ag, Al, Au, Cu, Ni, Pb, Pd, Pt), for which Lennard-Jones potentials for nonbonded interactions have been developed [66] . Gold in particular can be modeled in common simulation codes such as GROMACS and NAMD using either the GolP atomistic force field [67] or the METAL/INTERFACE force field [68] . Additional materials of interest for bioelectrochemistry can be modeled such as silica [69] , but also graphite [70] or carbon nanotubes [71] . These latter materials cannot be considered as planar surfaces, however. An important issue when studying the adsorption of biomolecules with considerable dipole moments, such as redox enzymes, is the surface polarization, which can contribute to up to 20% of the total binding energy between the protein and the surface [72] . This aspect is taken into account in the GolP-CHARMM FF for gold surfaces [73] . Another FF that incorporates polarization is the AMOEBA FF [74] , which was already extended to model peptides on a graphene surface [75] . Still, development efforts in that field are mostly directed towards solvated biomolecules, and a lot remains to be done for the simulation of interfaces.
Interaction between Enzyme and Conductive Surface: How Can It Be Modulated?
Enzymes can be immobilized on the electrode surfaces following different processes including simple adsorption, entrapment in a complex matrix such as redox polymers, and covalent binding [76, 77] . Among the challenges of immobilizing enzymes onto electrodes, preserving the native conformation and catalytic properties, and providing good electrical connection and relative stability are of outmost importance. In this respect, one philosophy of immobilizing enzymes is based on considering the electrode as a surrogate to the known physiological partner of the enzyme: a substrate, a cofactor, heme-or [Fe-S]-based protein shuttles, etc. To get a proper enzyme immobilization for the optimum ET, mimicking physiological interactions between partners, it is thus of great importance to gain the possibility to tune the interactions between enzymes and the electrode surface.
Two main options exist when trying to tune the interactions between a redox enzyme and an electrode: (i) chemical functionalization of the electrode surface; and (ii) engineering the enzyme.
Electrode Functionalization
Several methods have been developed to add surface chemical functions to planar electrodes [78] ( Figure 4 ). Concerning gold surfaces, the most widely used functionalization is achieved through self-assembled monolayers (SAMs). SAMs are usually formed by spontaneous adsorption of sulfur. Alkanethiols, or dialkyl disulfides or sulfides possess high affinity for the surface of gold (but also for platinum or silver), with a bond energy of RS-Au of ∼40 kcal·mol −1 [79] . This adsorption results in well-defined organic surfaces with desirable and alterable chemical functionalities, controlled simply by changing the terminal group of the thiol chain. The modification of a gold electrode with SAMs provides a choice of positive/negative/hydrophobic terminal functional groups such as -COOH, -NH 2 , -SO 3 H, -CH 3 , and -OH. In addition, the knowledge of the pKa of the terminal moieties allows chemical control on the electrode surface. As examples, pKa values of 6.0 [80] and 6.9 [81] for SAMs of 11-mercaptoundecanoic acid (MUA) and 4-aminothiophenol (4ATP) groups on gold were determined, respectively. Dependence of the pKa of -NH 2 -based SAMs on thiol chain length was also reported [82] . Their ease of preparation from millimolar thiol solutions makes SAMs attractive candidates for surface tailoring. A surface coverage of the order of pmol·cm −2 is generally achieved and adsorption stops at the level of monolayer coverage [84] . This surface coverage, as well as compactness and organization of the layer, shows, however, dependence on the type of thiol molecules, nature of the metal surface, immobilization time, and thiol concentration [85] . Longer adsorption time and longer thiol chains are expected to provide a more organized SAM layer by decreasing pinhole defects or conformational defects in the alkane chains [86, 87] . Long-chain thiols are expected to form wellorganized assemblies due to stabilizing van der Waals interaction along the adsorbed chain. On the contrary, presence of long chains may screen their mobility in the solution and, hence, their accessibility to the metal surface. It was recently proposed that fast and repeated changes on applied potential pulses relative to potential of zero charge cause an ion stirring effect [88] which has an influence on the SAM formation kinetics. Immobilization of biomolecules on SAMs has been critically reviewed [89] . The possibility to prepare mixed SAMs is an added advantage, where homogeneous or separated phases of different thiols may allow the site-specific binding of enzyme to the surface [90] .
Besides this, silane-based SAMs on ITO electrodes have been used owing to their simple preparation, good reproducibility, and high stability [91] . ITO, being low cost, highly stable, and transparent, is a very useful material as an electrode due to its electrical and optical properties [92] and plays an important role especially for biosensor technology [93] . The silane-based chemicals act as cross-linkers because they contain Si-O bonds which react with the surface hydroxyl groups of ITO where the end groups of silane act as an immobilization matrix for biomolecules.
However, the use of SAMs for redox enzyme immobilization also raises critical issues. The first is linked to the ET process through the SAM itself, which can become a limiting step and control the whole ET process. As developed above, the efficiency of ET, given by the ET rate constant kET, is found to be a function of the distance d between the electrode surface and the redox species. A study Their ease of preparation from millimolar thiol solutions makes SAMs attractive candidates for surface tailoring. A surface coverage of the order of pmol·cm −2 is generally achieved and adsorption stops at the level of monolayer coverage [84] . This surface coverage, as well as compactness and organization of the layer, shows, however, dependence on the type of thiol molecules, nature of the metal surface, immobilization time, and thiol concentration [85] . Longer adsorption time and longer thiol chains are expected to provide a more organized SAM layer by decreasing pinhole defects or conformational defects in the alkane chains [86, 87] . Long-chain thiols are expected to form well-organized assemblies due to stabilizing van der Waals interaction along the adsorbed chain. On the contrary, presence of long chains may screen their mobility in the solution and, hence, their accessibility to the metal surface. It was recently proposed that fast and repeated changes on applied potential pulses relative to potential of zero charge cause an ion stirring effect [88] which has an influence on the SAM formation kinetics. Immobilization of biomolecules on SAMs has been critically reviewed [89] . The possibility to prepare mixed SAMs is an added advantage, where homogeneous or separated phases of different thiols may allow the site-specific binding of enzyme to the surface [90] .
However, the use of SAMs for redox enzyme immobilization also raises critical issues. The first is linked to the ET process through the SAM itself, which can become a limiting step and control the whole ET process. As developed above, the efficiency of ET, given by the ET rate constant k ET , is found to be a function of the distance d between the electrode surface and the redox species. A study related to the kinetics of ET between a gold electrode and a SAM of thiol of variable length confirms the exponential dependence of the rate constant on the chain length [94] , according to k ET = k • exp[−βd]. In the case of SAMs, an additional parameter is the surface coverage, θ, after SAM formation. For a complete monolayer of SAM without any defects (θ = 1), the mechanism of ET is tunneling, as the monolayer shows blocking behavior. Therefore, the expression for the ET rate constant can be read as k tunnel = k • exp[−βd], where k • is the rate constant for a bare electrode, β is the constant of electron transfer through tunneling, and d the thickness of the SAM. This is the case for chemisorption of long-chain thiols on a gold surface, which usually results in well-organized monolayers with minor defects due to effective van der Waals interactions along the carbon chains [95] . Another mechanism is based on a membrane-like behavior of the SAM, so that redox species can permeate through the monolayer, and ET to/from the electrode takes place. This kinetic process is controlled by the partition coefficient, κ, between the solution and the membrane, the diffusion coefficient, D f , in the membrane, and the kinetics of material transport at the film/solution interface with a rate constant, k interface [96] . In the presence of pinhole defects within the SAM, another ET pathway may be effective due to diffusion of the redox species through the defect sites to the electrode. This alternative transfer may operate in the case of short thiol chains which are expected to display less organized layers. All these ET phenomena may take place in parallel and an effective rate constant will reflect the relative contributions of the different pathways [97] ( Figure 5 ). As an implication, for ET to proceed, a balance is needed between a sufficiently high ET rate and sufficient organization to be able to obtain a controlled SAM. This can be reasonably achieved by maintaining the length of thiols comprising around 6-8 carbons [98] . tunneling, as the monolayer shows blocking behavior. Therefore, the expression for the ET rate constant can be read as ktunnel = k° exp[−βd], where k° is the rate constant for a bare electrode, β is the constant of electron transfer through tunneling, and d the thickness of the SAM. This is the case for chemisorption of long-chain thiols on a gold surface, which usually results in well-organized monolayers with minor defects due to effective van der Waals interactions along the carbon chains [95] . Another mechanism is based on a membrane-like behavior of the SAM, so that redox species can permeate through the monolayer, and ET to/from the electrode takes place. This kinetic process is controlled by the partition coefficient, κ, between the solution and the membrane, the diffusion coefficient, Df, in the membrane, and the kinetics of material transport at the film/solution interface with a rate constant, kinterface [96] . In the presence of pinhole defects within the SAM, another ET pathway may be effective due to diffusion of the redox species through the defect sites to the electrode. This alternative transfer may operate in the case of short thiol chains which are expected to display less organized layers. All these ET phenomena may take place in parallel and an effective rate constant will reflect the relative contributions of the different pathways [97] ( Figure 5 ). As an implication, for ET to proceed, a balance is needed between a sufficiently high ET rate and sufficient organization to be able to obtain a controlled SAM. This can be reasonably achieved by maintaining the length of thiols comprising around 6-8 carbons [98] . The second critical issue is linked to the poor stability of the SAM, especially when the potential of the electrode is polarized to extreme values of potentials [99] . The Au-S bond is found to be stable only in a small potential window i.e., −0.6 to +0.6 V vs. Ag/AgCl [100] . Thiol-based SAMs are also sensitive to heating, and their thermal stability is limited to 400 K [101] . Above this temperature, thiol molecules start to desorb in the form of disulfides, suggesting that the Au-S bond is weaker than the S-C bond of thiols [102] . Some discrepancy, however, exists about the thermal stability of monolayers of thiol [103] . SAMs formed by long-chain thiols appear to be more thermally stable due to their wellorganized nature on the surface [104] .
As a consequence of the poor stability of the Au-S bond, a carbon-gold (Au-C) bond should be preferred [105] . Reduction of aryl-based diazonium salts is a widely used method to prepare functionalized surfaces, not only on carbon, but also on gold electrodes [106] [107] [108] . The interest in such modifications concerns the wide range of functional groups available that are associated to high stability over a large potential window. Formation of mixed monolayers by successive electrochemical reductions from a mixture of diazonium salts presents an added advantage towards surface functionalization [109, 110] . The disadvantage is the difficulty to stop the reaction at the The second critical issue is linked to the poor stability of the SAM, especially when the potential of the electrode is polarized to extreme values of potentials [99] . The Au-S bond is found to be stable only in a small potential window i.e., −0.6 to +0.6 V vs. Ag/AgCl [100] . Thiol-based SAMs are also sensitive to heating, and their thermal stability is limited to 400 K [101] . Above this temperature, thiol molecules start to desorb in the form of disulfides, suggesting that the Au-S bond is weaker than the S-C bond of thiols [102] . Some discrepancy, however, exists about the thermal stability of monolayers of thiol [103] . SAMs formed by long-chain thiols appear to be more thermally stable due to their well-organized nature on the surface [104] .
As a consequence of the poor stability of the Au-S bond, a carbon-gold (Au-C) bond should be preferred [105] . Reduction of aryl-based diazonium salts is a widely used method to prepare functionalized surfaces, not only on carbon, but also on gold electrodes [106] [107] [108] . The interest in such modifications concerns the wide range of functional groups available that are associated to high stability over a large potential window. Formation of mixed monolayers by successive electrochemical reductions from a mixture of diazonium salts presents an added advantage towards surface functionalization [109, 110] . The disadvantage is the difficulty to stop the reaction at the monolayer formation. Electrografting of aryl compounds on electrode surfaces is based on the formation and attachment of highly reactive aryl radicals. However, polymerization between two aryl radicals, and their chemical reaction with already adsorbed aryl molecules may compromise the quality of the monolayer. Possible control of the monolayer can be achieved by utilizing a so-called "protecting-deprotecting" approach, where a bulky group protects the functional group, avoiding both the formation of disordered multilayers and possible reaction of functional end groups with aryl radicals. Organization of the monolayer is typically controlled by the size of the protecting group [111] . On the other hand, the chemical substituent groups attached to the benzene ring of diazonium salt can significantly affect the electrografting of these molecules on the electrode surface, first due to their size and second due to their nucleophilic/electrophilic nature. QCM measurement was used to probe the thickness of the electrodeposited aryl organic layer on an Au electrode, and suggested that the large size of the substituent and its steric hindrance typically led to the formation of thin layers [112] . A recent study related to the kinetics of electrografting on gold surfaces also suggested that the presence of an electron-attracting group increases the rate of reaction of the aryl radical on the gold surface [113] , whereas the presence of an electron-donating group slows down the grafting process, thereby offering control over the possibility to form monolayers. It should be noted that a mixed layer of aromatic diazonium salt and thiol can be advantageously used, as demonstrated in the case of LAC on gold electrodes. A submonolayer of aryl groups was formed to minimize multilayer formation by aryl radical attack, while full electrode coverage was achieved by further thiol adsorption [114] .
Other tools to functionalize planar electrodes are noteworthy. Among additional immobilization strategies, a variety of amines can be covalently attached to the electrode surface through their electrooxidation onto the electrode [115] . Immobilization via in vivo natural enzyme substrate can be used alternatively to significantly increase electrocatalytic activity relative to simple protein adsorption on the electrode. Bilirubin is the natural substrate for BODs, which is in vivo oxidized to biliverdin with the reduction of oxygen to water. BOD was immobilized on a pyrolytic graphite (PG) electrode prefunctionalized by bilirubin, and a twofold increase in electrocatalytic activity in terms of current was reported compared to a bare PG electrode [116] .
Infrared spectroscopy is a perfect tool to monitor an electrode functionalization and to judge the quality of the immobilization procedure regarding its impact on the protein structure. IR spectroelectrochemistry allows simultaneous monitoring of electrochemical signals and infrared spectra reflecting the secondary structure of the enzyme (Amide I and Amide II bands centered at~1650 cm −1 and~1550 cm −1 , respectively). However, one important aspect when choosing an immobilization procedure is to avoid spectral interference between the immobilizing molecules and the enzymatic system to study. Since the electrode material used in spectroelectrochemical experiments is a metal (gold or silver), SAMs are the common platform used for enzyme immobilization. The spectral overlap between a SAM and a protein is usually negligible since the main signals arising from the alkyl chain are located in the high wavenumber region of the spectra (2800 cm −1 -3000 cm −1 ). However, one has to pay attention to the chemical head group of the SAM, especially amine functions (N-H bending mode of primary amines from 1650-1580 cm −1 ) and carboxylic functions (C=O stretching mode from 1760-1690 cm −1 ). This issue is compounded when much more complex modifications of the electrode are required. This problem has been tackled in a very elegant manner for the immobilization of a membrane protein-the bacterial respiratory ubiquinol/cytochrome bo 3 (cyt bo 3 ) [117] . In this study, a tethered bilayer lipid membrane (tBLM) was used to immobilize cyt bo 3 . The commonly used lipid tether cholesteryl (2-(2-(2-mercaptoethoxy)ethoxy)ethyl)carbamate (CPEO3), which serves as an anchor for the lipid bilayer, contains a carbamate function that strongly overlaps with the protein signals. In this respect, the authors have successfully synthesized a novel molecule WK3SH (dihydrocholesteryl (2-(2-(2-ethoxy)ethoxy)ethanethiol), an IR transparent variant of CPEO3 lacking the carbamate function, thereby suppressing interferences with signals arising from the secondary structure of the enzyme. This effort allowed the challenging monitoring of a transmembrane proton gradient generated by cyt bo 3 catalytic activity.
Enzyme Engineering
Engineering on the enzymes can alternatively serve to tune the interaction between bare or functionalized electrodes. Although very elegant, this strategy has been less employed so far, mainly because it can affect both stability and activity of the protein before and after immobilization. However, unlike nonspecific adsorption where multipoint connections between enzymes and electrodes are possible, site-specific attachment can provide an orientational immobilization that will also dictate the distance between the enzyme active site and the electrode surface [118] [119] [120] . The approach can thus maximize the rate of direct ET, with low distribution of ET rates. The basic approach is to use genetic engineering to introduce linkers on the functional proteins, then immobilize these protein molecules on the electrode via the linkers. The electrodes have to be chemically modified accordingly to specifically react with the labeled enzyme.
A classical site-specific immobilization method relies on the introduction of affinity tags like polyhistidine tags (His-tag), which are widely used in biochemistry for protein purification. His-tags have six sequential histidine residues that can chelate metals like Cu, Ni, or Co [121] , or can favor the electrostatic interactions towards hydrophilic surfaces [122] . The issue here is to evaluate the effect of such site-specific immobilization of genetically engineered protein molecules compared to random immobilization on the interfacial ET efficiency. With His-tags being quite long linkers, the increased distance may impede the ET, or on the contrary may induce required flexibility of the immobilized enzymes. Oriented immobilization could be obtained via the formation of ternary metal chelate complexes between metalated nitriloacetic acid (NTA), such as a Cu-NTA functionality on the electrode, and His-tagged recombinant proteins. Balland et al. designed a short-length NTA-terminated alkane thiol to immobilize His-tagged LAC on a gold electrode through copper ligandation [121] . Both N-and C-terminal His-tagged LACs were studied with the expectation of a more favorable orientation of LAC through the C-terminal labeling which is closer to the Cu T1. Although catalysis of O 2 reduction was reported in the presence of a redox mediator, no direct current could be obtained even in the most favorable C-terminal modification. This result strongly suggested that His-tag labeling at the C-terminal or N-terminal sequences in LAC does not allow Cu T1 to approach the electrode at a tunneling distance. In another study, deletion of a flexible 10-amino-acid sequence at the C-terminal end of a two-domain-type LAC was performed to expose the Cu T1. Labeling with a His-tag was additionally introduced in the mutated enzyme [122] . The catalytic activity of the wild-type LAC was compared to the mutated one, once immobilized on Au electrodes modified by SAM displaying various chemical functionalities [122] . Direct wiring of the enzymes was achieved and explained by the proximity of the C-terminal end to the Cu T1 in the LAC under study. Despite the fact that no significant difference in the surface concentration between adsorbed WT or mutants exists, direct electrochemical activity was reported to be much higher on mutated enzymes due to the oriented immobilization of genetically engineered enzymes. Li and collaborators introduced a cysteine-6-His-tag either at the C-terminal or N-terminal end of a LAC for an oriented immobilization on gold electrodes. The strategy was based on different distances to the Cu T1 or Cu T2/T3 between C-Ter and N-Ter. Based on the quantification of produced H 2 O 2 during O 2 reduction, the authors proposed that a different orientation was obtained depending on the C-Ter or N-Ter grafting. It must be noticed, however, that no clear catalytic signals could be observed in both cases, underlining most probably a slow ET independently of the immobilization strategy [123] . These three related examples illustrate the difficulty to rationalize the efficient immobilization of engineered enzymes for electrocatalysis.
Other peptides have potential binding properties for different types of surfaces. These peptides are expected to bind to surfaces by noncovalent interaction, and can exhibit high affinity and selectivity [124] . They are mostly selected by the phage display peptide library [125] . Few binding peptides display some affinity for material surfaces of interest for electrochemistry, such as for graphene [126] , carbon nanostructures [127] , and gold [128, 129] . Some peptides are already used to anchor enzymes on different types of surfaces such as alkaline phosphatase on a gold surface [129] . Currently, these peptides are not used to immobilize and orient redox enzymes on electrode surfaces, but they could provide a robust method to bind the enzyme at a different part of the protein. However, this binding method could also suffer from inhibition of the ET because of the length of the linker.
The publications just described above engineered only the N-terminal or C-terminal end. It should be interesting to have possibilities of mutation at other targeted parts of the enzyme, eventually closer to the active site, or at any locations on the enzyme surface in order to relate the position at which the enzyme is immobilized to the ET rate. As a recent illustration, cellobiose dehydrogenase from Myriococcum thermophilum has been shown to be an ideal candidate for site-directed mutagenesis. Having no surface cysteine residues, this amino acid was introduced at specific surface locations in view of the oriented immobilization [130] . "Thiol-ene" click chemistry between the thiol group available on the cysteine moieties and vinyl groups grafted on the electrode was successfully exploited for site-specific covalent linkage. The cysteine moieties were introduced on the dehydrogenase domain in such a way that two different orientations of the active site (the heme group of the flexible cytochrome domain) were ensured upon immobilization. An increase in electrocatalytic activity in terms of current for site-directed covalent immobilization was reported compared to physical adsorption, in a ratio~7, thus indicating favorable enzyme loading on the electrode. Interestingly, a significant difference in current output was also observed between the two different grafting localizations, suggesting a control of the orientation of the enzyme. In the same way, a fungal laccase presenting a unique surface lysine residue close to the T1 Cu site was immobilized on planar electrodes [131] . This strategy can be applied in all the cases where a unique surface residue can be genetically engineered. However, site-specific protein engineering is sometimes limited by the available sites on the protein surface and/or because such modifications might alter the function or structure of the protein. Homology modeling can also be used to design new mutants with enhanced catalytic activity and immobilization yield on a surface. This was the case in the work of Gao et al. who performed site-directed mutagenesis on formate dehydrogenase immobilized on nanoparticles [132] .
An attractive new strategy is the use of noncanonical amino acids (ncAAs) like propargyl-L-lysine (PrK), which can be genetically introduced at desired locations on the enzyme [133] (Figure 6 ). Moreover, a unique alkyne chemical handle of ncAAs will ensure a covalent linkage of the mutated enzymes with the modified electrode via click chemistry [133] . By varying the length and position of the linker on the E. coli CueO, the distance of the enzyme's electroactive site relative to the glassy carbon electrode was controlled [134] . It was shown that (i) site-directed anchorage was more efficient for direct O 2 reduction than nonspecific immobilization; and (ii) labeling far from the active site was not favorable to high catalysis efficiency. However, it was also emphasized that the ET efficiency was not directly related to the distance between the active site and the electrode, suggesting that other pathways such as ET through the structure of the protein may be involved. In that particular study, one can wonder whether the flexibility of the linker could be a major factor governing the overall ET.
The effectiveness of oriented immobilization and electrochemical operational stability for these genetically modified enzymes on electrode surfaces certainly depends upon the immobilization strategy. In case of chelation between a histidine moiety on the modified protein and Cu-NTA ligands on the electrode, stability can be affected by dissociation of the Cu ion from the NTA-modified electrodes induced by competitive binding with the His-tag on the enzyme [135] . In comparison, the operational stability of bioelectrodes prepared by covalent conjunction using click chemistry between cysteine-modified protein and vinyl groups of the electrode lasts up to a few days [130] .
Moreover, a unique alkyne chemical handle of ncAAs will ensure a covalent linkage of the mutated enzymes with the modified electrode via click chemistry [133] . By varying the length and position of the linker on the E. coli CueO, the distance of the enzyme's electroactive site relative to the glassy carbon electrode was controlled [134] . It was shown that (i) site-directed anchorage was more efficient for direct O2 reduction than nonspecific immobilization; and (ii) labeling far from the active site was not favorable to high catalysis efficiency. However, it was also emphasized that the ET efficiency was not directly related to the distance between the active site and the electrode, suggesting that other pathways such as ET through the structure of the protein may be involved. In that particular study, one can wonder whether the flexibility of the linker could be a major factor governing the overall ET. 
How to Probe Enzyme Orientation on an Electrode
Electrochemistry
Electrochemical techniques are the ideal tools to study both intramolecular ET within an enzyme and interfacial ET between the enzymes and the electrodes. Theoretically, using cyclic voltammetry and chronoamperometry, kinetic parameters of the catalysis can be quantified. However, the type of kinetic data which can be obtained is linked to the type of interaction between the enzyme and the electrode, and especially to the enzyme's orientation [136] . Enzyme/electrode interaction is of utmost importance because the ET rate is exponentially dependent on the distance between the redox active center and the electrochemical interface, as predicted by the Marcus theory [24, 137] . Fifteen years ago, most electrochemical studies involved the enzymes in combination with their physiological partners, or artificial redox partners, either diffusing or co-immobilized with the enzymes [138] . Unlike the observation of the redox signals for small proteins such as cytochrome c or ferredoxins [139] , it was thought at that time that the size of the enzyme and the burying of the active site would preclude any direct electrical connection. Instead, the redox partners play the role of electron shuttles between the active site and the electrode, in a similar way as they are doing physiologically. Then, the so-called mediated catalytic current (MET) gave access to second-order rate constants between many different redox enzymes and their partners, and also allowed the demonstration of pseudo-specificity of the catalysis [140] . However, such a mediated electron transfer system has several disadvantages in terms of thermodynamic loss between the mediator and the enzyme, decreased efficiency due to potential mediator leaking, and difficulty to design a simplified system. The increasing knowledge of the arrangement of the active centers, of the cofactors, and of the distribution of surface charges and hydrophobic patches for an increasing number of redox enzymes has allowed the determination of the key parameters for their favorable orientation on functionalized electrodes. Hence, a direct electrical connection (DET) can be achieved, although many redox enzymes are still electrochemically silent. In some cases, the determination of the surface coverage of the enzymes participating in the catalysis, then the quantification of the catalytic constant k cat , Michaelis constant (K M ), or inhibition constants was achieved [141] . This advanced analysis is mostly observed, however, on nanostructured electrodes, such as carbon nanotube-or gold nanoparticle-modified electrodes, that are able to enhance the loading of enzymes, thus increasing the detection signals. Interestingly, studying the MET/DET ratio appears to be relevant for the evaluation of the distribution of the orientation of the enzymes on the electrode [136] . In addition, being a relative value, the MET/DET ratio is free from errors caused by the variation of adsorbed enzyme amount [30] . This strategy was applied to various enzymes immobilized on thiol-based SAMs and allowed to determine the surface chemistry on the electrode able to promote DET. One can cite relevant studies that analyzed the catalytic efficiency of A. aeolicus [NiFe]-Hase [142] on negative, positive, or hydrophobic SAMs on gold, of D. gigas Hase on positive SAM on gold [143] , of R. eutropha [NiFe]-Hase on negative SAM on silver [61] , of Trametes hirsuta LAC on neutral hydrophobic SAM on gold [144] , of Cerrena unicolor C139 LAC positive SAM on gold [107] , or of Myrothecium verrucaria BOD on positive or negative SAMs on gold [145] (Figure 7 ). In the latter paper, electrochemistry was coupled to SPR demonstrating that the switching between DET over MET when adsorption was performed either on negative or positive SAM was effectively linked to a different enzyme orientation and not to different enzyme loading. A similar study based on the coupling between electrochemistry and QCM to investigate O 2 reduction catalysis by M. verrucaria BOD further concluded with an optimum enzyme density on the SAM-Au electrode for direct catalysis [146] . 
Spectroscopies
Thanks to specific surface selection rules [147] , infrared techniques such as SEIRA and IRRAS spectroscopies have been successfully used in order to evaluate the orientation of redox enzymes immobilized onto electrodes. In those methods, the electromagnetic field propagates in a perpendicular direction to the metal surface. Therefore, the chemical groups with a dipole moment oriented perpendicular to the metal surface will exhibit the highest intensity of IR absorption, whereas the ones with a dipole moment parallel to the surface will show no absorption at all. For dipole moments lying in between, the intensity of the IR signal will depend on its angle with the surface normal. In proteins, the main secondary structure elements are α-helices and β-sheets, associated with specific amide I (C=O stretching mode, N-H bending) and amide II (combination of N-H bending and C-N stretching) spatial arrangements. Consequently, while the amide I dipole moment of an α-helix lies parallel to the α-helix itself, its amide II component is perpendicular. For β-sheets, the situation is reversed for the main amide I and amide II components. As a consequence of this surface selection rule, the intensity ratio between Amide I and Amide II bands brings information regarding the orientation of the enzyme provided that a structure or a model of the enzyme is available [148] (Figure 8 ). 
Thanks to specific surface selection rules [147] , infrared techniques such as SEIRA and IRRAS spectroscopies have been successfully used in order to evaluate the orientation of redox enzymes immobilized onto electrodes. In those methods, the electromagnetic field propagates in a perpendicular direction to the metal surface. Therefore, the chemical groups with a dipole moment oriented perpendicular to the metal surface will exhibit the highest intensity of IR absorption, whereas the ones with a dipole moment parallel to the surface will show no absorption at all. For dipole moments lying in between, the intensity of the IR signal will depend on its angle with the surface normal. In proteins, the main secondary structure elements are α-helices and β-sheets, associated with specific amide I (C=O stretching mode, N-H bending) and amide II (combination of N-H bending and C-N stretching) spatial arrangements. Consequently, while the amide I dipole moment of an α-helix lies parallel to the α-helix itself, its amide II component is perpendicular. For β-sheets, the situation is reversed for the main amide I and amide II components. As a consequence of this surface selection rule, the intensity ratio between Amide I and Amide II bands brings information regarding the orientation of the enzyme provided that a structure or a model of the enzyme is available [148] (Figure 8 ). Surface-Enhanced Infrared Absorption (SEIRA) spectroscopy was used in combination with MD simulations to observe and rationalize the immobilization in a controlled orientation of membranebound [NiFe]-Hase from Ralstonia eutropha [149] . The membrane-bound Hase from D. vulgaris Hildenborough was reconstituted onto a SAM-modified gold electrode with a subsequent addition of a lipid membrane, either below or above the enzyme [150] . Immobilization on top of the membrane led to a great freedom of movement of the immobilized enzyme as indicated by the wide variation in the ratio of amide I to amide II between reproduced experiments. In the other configuration with the enzyme below the membrane, the direct interaction between the enzyme and the SAM-modified gold electrode led to a ratio of amide I to amide II close to 1, reproducible between experiments, indicating a more uniform immobilization procedure. Similarly, the different orientations adopted by a LAC depending on its covalent or noncovalent binding to the electrode [144] were monitored by SEIRA spectroscopy.
Polarization Modulated Infrared Reflection Absorption Spectroscopy (PM-IRRAS) allowed the observation of different orientations of the membrane-bound Hase of A. aeolicus [142] . Indeed, depending on the physico-chemical properties of the SAM-modified gold electrode (hydrophilic or hydrophobic), the intensity of the ratio of amide I to amide II varied, reflecting different orientations of the enzyme. Moreover, on the basis of simulations, those ratios could be correlated to the angle of the α-helices (main secondary structure element) present in the enzyme with respect to the normal of the electrode, giving an idea of the absolute orientation of the enzyme. Those results provided a structural interpretation of the electrochemical behavior of A. aeolicus Hase alternating between pure MET or a mixed DET + MET process depending on the physicochemical properties of the electrode. Similarly, PM-IRRAS was used to study the orientation of LAC onto SAM-modified gold electrodes depending on the charges of the SAM headgroup [107] . Different orientations correlated with electrochemical signals were observed with significantly higher catalytic signal for LAC immobilized on positively charged surfaces. The same authors studied various immobilization procedures comprising hydrophilic SAM (mercapto ethanol), lipidic SAM (Dipalmitoylphosphatidylglycerol), and charged diazonium salts. They were able to conclude that orientations of LAC with β-sheets lying parallel to the electrode were associated with electrochemical response for O2 reduction [151] . BOD Surface-Enhanced Infrared Absorption (SEIRA) spectroscopy was used in combination with MD simulations to observe and rationalize the immobilization in a controlled orientation of membrane-bound [NiFe]-Hase from Ralstonia eutropha [149] . The membrane-bound Hase from D. vulgaris Hildenborough was reconstituted onto a SAM-modified gold electrode with a subsequent addition of a lipid membrane, either below or above the enzyme [150] . Immobilization on top of the membrane led to a great freedom of movement of the immobilized enzyme as indicated by the wide variation in the ratio of amide I to amide II between reproduced experiments. In the other configuration with the enzyme below the membrane, the direct interaction between the enzyme and the SAM-modified gold electrode led to a ratio of amide I to amide II close to 1, reproducible between experiments, indicating a more uniform immobilization procedure. Similarly, the different orientations adopted by a LAC depending on its covalent or noncovalent binding to the electrode [144] were monitored by SEIRA spectroscopy.
Polarization Modulated Infrared Reflection Absorption Spectroscopy (PM-IRRAS) allowed the observation of different orientations of the membrane-bound Hase of A. aeolicus [142] . Indeed, depending on the physico-chemical properties of the SAM-modified gold electrode (hydrophilic or hydrophobic), the intensity of the ratio of amide I to amide II varied, reflecting different orientations of the enzyme. Moreover, on the basis of simulations, those ratios could be correlated to the angle of the α-helices (main secondary structure element) present in the enzyme with respect to the normal of the electrode, giving an idea of the absolute orientation of the enzyme. Those results provided a structural interpretation of the electrochemical behavior of A. aeolicus Hase alternating between pure MET or a mixed DET + MET process depending on the physicochemical properties of the electrode. Similarly, PM-IRRAS was used to study the orientation of LAC onto SAM-modified gold electrodes depending on the charges of the SAM headgroup [107] . Different orientations correlated with electrochemical signals were observed with significantly higher catalytic signal for LAC immobilized on positively charged surfaces. The same authors studied various immobilization procedures comprising hydrophilic SAM (mercapto ethanol), lipidic SAM (Dipalmitoylphosphatidylglycerol), and charged diazonium salts. They were able to conclude that orientations of LAC with β-sheets lying parallel to the electrode were associated with electrochemical response for O 2 reduction [151] . BOD from M. verracuria BOD was recently studied in a combined study including PM-IRRAS [145] . Despite drastically different electrochemical signals for O 2 reduction depending on the charges of SAM-modified electrodes, similar spectral features were observed for the amide region. This apparent discrepancy was rationalized on the basis of the particular topology consisting of a repeated β-barrel motif in the M. verracuria BOD.
Microscopy
Studying protein orientation with AFM [152] was proposed quite early, though in an indirect way. Using antibodies that bind to a specific region of the protein and measuring the volume of the protein/protein complex allows us to decipher if the antibody is present and, therefore, to deduce the orientation of the protein. Similarly, measuring by AFM the height profile of the protein-modified electrode after incubation in an antibody solution could also indicate the presence or absence of antibody, and therefore give clues about the protein orientation. However, if this technique has sometimes been used for simple redox proteins, to the best of our knowledge this has never been applied to enzymes. On the other hand, very few studies report the use of microscopy for direct evaluation of enzyme orientation. Actually, the direct measure of height profiles by AFM without antibody is a valuable method only if one dimension of the enzyme is characteristic. Hence, no information about the orientation can be obtained when globular enzymes are studied. LAC immobilization on mixed SAMs was, for example, studied using AFM, which gave information regarding enzyme distribution on the electrode surface. However, since these enzymes are recorded as quasi-spheres, the method would not be useful to determine their orientation [153] . In another example, A. aeolicus membrane-bound Hase immobilized on hydrophobic SAM was examined with AFM. Once again, approximately 3 nm high spherical features were observed, thus indicating the presence of a monolayer of enzyme but not which orientation was adopted [142] . A similar result was obtained with another globular enzyme-R. eutropha membrane-bound Hase-immobilized on a gold electrode [149] .
However, an STM study, as well as three examples where AFM proved useful in determining enzyme orientation, are worth mentioning. The cytochrome c nitrite reductase from E. coli, a decahemecontaining homodimer with asymmetric dimensions, was adsorbed at an Au (111) electrode. STM was used to measure the lateral dimension of the immobilized enzymes and thus inform about their orientation [154] . This approach demonstrated that a distribution of orientations is adopted and that the enzymes possibly immobilize as monomers and dimers. A recombinant horseradish peroxidase bearing His-or Cys-tags at different positions with respect to the heme active site was attached to a gold electrode via the tag [155] . AFM measurements were performed in liquid (in 150 µL PBS), i.e., in an environment able to preserve the enzyme native structure (as far as it can be preserved on a solid surface). Various height profiles of the tagged proteins were measured on an Au (111) surface, indicating that different binding points lead to different orientations of the proteins. Furthermore, this observation was consistent with the different heterogeneous ET rates between enzyme and electrode recorded in electrochemical experiments.
The orientation of the [NiFeSe] membrane-bound Hase from D. vulgaris Hildenborough on a gold electrode modified with SAMs and a lipid bilayer was further studied by combining AFM and electrochemistry [156] . This Hase is characterized by the presence of a lipidic tail at the opposite of the distal 4Fe4S cluster-the exit point of electrons. The enzyme is elongated and the longest dimension corresponds to the axis 4Fe4S cluster-lipidic tail. When the electrode, first modified with SAMs and a lipid bilayer, was incubated in a Hase solution, AFM showed the apparition of globules whose height suggested that the Hase's longer dimension was vertically oriented. This orientation happened only when the lipidic tail was present, and not when the soluble form of the enzyme was studied instead. Since only MET was possible in electrochemistry, this observation indicated that the lipidic tail was inserted in the lipid bilayer. On the contrary, when the electrode was co-incubated in a solution of Hase and phospholipids, AFM indicated a flat surface with deep holes. After dissolution of the lipid bilayer with surfactants, globular features corresponding to Hase molecules were recovered. Since in this second case DET was allowed, the 4Fe4S was supposed to be oriented towards the electrode, while the Hase lipidic tail was inserted in the lipid bilayer on top of it. The same enzyme was combined with E. coli F 1 F 0 ATP-synthase inserted in the lipid bilayer overhanging it. This whole machinery allowed the use of H 2 as a fuel to produce the proton gradient necessary for ATP synthesis. The F 1 F 0 ATP-synthase consists of a large soluble domain and a smaller membrane domain. The presence and the size of protrusions on top of the lipid bilayer recorded by AFM indicated a unique orientation of F 1 F 0 ATP-synthase with its soluble domain directed towards the outer of the membrane [157] .
Finally, the bacterial respiratory complex I from Rhodothermus marinus was reconstituted in a biomimetic membrane on a gold electrode. The complex is a single protein (NADH-menaquinone oxidoreductase) consisting of two L-shaped domains [158] . The complex in its native form was first inserted in liposomes before incubation of the SAM-modified gold electrode in the proteoliposome suspension. A lipid membrane with protrusions of 6-8 nm was evidenced by AFM. This distance is consistent with the hydrophilic part of the protein extending outside the lipid membrane, although the size is smaller than that evidenced by X-ray crystallography (13 nm), suggesting that the L structure is flexible (Figure 9 ). was combined with E. coli F1F0 ATP-synthase inserted in the lipid bilayer overhanging it. This whole machinery allowed the use of H2 as a fuel to produce the proton gradient necessary for ATP synthesis. The F1F0 ATP-synthase consists of a large soluble domain and a smaller membrane domain. The presence and the size of protrusions on top of the lipid bilayer recorded by AFM indicated a unique orientation of F1F0 ATP-synthase with its soluble domain directed towards the outer of the membrane [157] . Finally, the bacterial respiratory complex I from Rhodothermus marinus was reconstituted in a biomimetic membrane on a gold electrode. The complex is a single protein (NADH-menaquinone oxidoreductase) consisting of two L-shaped domains [158] . The complex in its native form was first inserted in liposomes before incubation of the SAM-modified gold electrode in the proteoliposome suspension. A lipid membrane with protrusions of 6-8 nm was evidenced by AFM. This distance is consistent with the hydrophilic part of the protein extending outside the lipid membrane, although the size is smaller than that evidenced by X-ray crystallography (13 nm), suggesting that the L structure is flexible (Figure 9 ). 
Modeling
To study functionalized electrode surfaces for enzyme immobilization, modeling approaches offer a window into the detailed surface interactions at the molecular level [28] . Several approaches can be used to predict the preferred orientation of enzymes on surfaces by modeling. SAMfunctionalized gold surfaces have been modeled in numerous simulation works on enzyme-surface 
To study functionalized electrode surfaces for enzyme immobilization, modeling approaches offer a window into the detailed surface interactions at the molecular level [28] . Several approaches can be used to predict the preferred orientation of enzymes on surfaces by modeling. SAM-functionalized gold surfaces have been modeled in numerous simulation works on enzyme-surface interactions, for example, to probe the enzyme binding orientation as a function of the surface charge [149] . Matanovic et al. used a combination of Density Functional Theory (DFT) and docking simulations to study the oriented interaction between bilirubin oxidase and a graphene electrode functionalized with bilirubin [159] .
Sampling all relevant configurations sufficiently is one of the inherent challenges of such methods. ProtPOS (Prediction of Protein Preferred Orientation on a Surface) is software designed to predict the preferential orientations of a protein adsorbed on a surface. Its approach is to search for low-energy protein-surface conformations [160] . The use of a particle swarm optimization (PSO) algorithm allows fast computation of the energies of protein poses in every rotational and translational degree of freedom of the protein-surface complex [161] . The stochastic character of the PSO algorithm makes several runs necessary, with each run returning the lowest energy orientation of the protein on the surface that can be fed into MD simulations with a wide range of software-such as GROMACS [162] or AMBER [163, 164] .
More generally, the search for a global minimum in the enzyme-surface interaction energy landscape is a classic way to handle the question of protein orientation on a surface [165] , and can be addressed via several modeling schemes such as parallel tempering Monte Carlo [166] , docking via Brownian Dynamics Simulations [167] , or MD simulations [168] . In their recent study on β-galactosidase grafted on a hydrophilic surface, Li et al. used coarse-grain MD simulations to probe the enzyme orientation and its catalytic activity as a function of the surface's hydrophilicity [169] . Such coarse-grain approaches have been developed for modeling protein-surface interactions because they allow an increase in the time and length scales that are accessible during simulations [28] . While coarse-grain representations can successfully address issues such as proteins binding on surfaces [161] , or folding [32] , they are, however, unable to deal with oxido-reduction processes and could not be used to describe ET between surfaces and enzymes until now.
When enzymes are immobilized on a surface via covalent bonds, for example, in the case of laccase bound on a SAM-functionalized gold surface, one can also determine the enzyme orientation by identifying the protein surface residue that will form the lowest energy bond with the SAM via calculations [169] . Bioinformatics tools represent another useful approach to determine a suitable orientation for enzymes immobilized on a surface in order to promote direct electron transfer, for example, by identifying hydrophobic patches on the protein surface [170] .
Factors Driving the Oriented Immobilization at an Electrode
Importance of Electrostatic Interactions to Drive the Oriented Immobilization for Fast ET
As discussed in Section 3.1, electrostatic interactions are a major factor governing the stabilization of physiological protein-protein or protein-substrate interactions. In the context of intermolecular ET, it is therefore an essential parameter that needs to be evaluated and controlled in order to induce a proper orientation for an efficient electron transfer. Those interactions should inspire and guide the bioelectrochemist willing to achieve a physiological-like protein immobilization. Thus, when a molecular structure of the redox enzyme is available, calculations of the dipole moment of the enzyme might give hints for a rational approach to immobilize the targeted redox enzyme. In cases where the enzyme has a strong dipole moment, the preferential adsorption orientation can be predicted based on the surface chemistry of the electrode [171] , while enzymes with less stable dipole moments can display several stable adsorption orientations [149] . Several computational studies on [NiFe]-Hases from various species have highlighted the importance of the enzyme dipole for determining its orientation on a charged electrode [149] . In particular, the weak, fluctuating dipole moment in the membrane-bound [NiFe]-Hase from A. aeolicus enables the enzyme to adsorb efficiently on both negatively and positively charged surfaces [172] . BODs and LACs have been the subject of many studies highlighting the role of dipole moments in their oriented immobilization. For example, the orientation of laccase from T. versicolor adsorbed on charged SAMs was shown to be controlled by the enzyme's dipole moment and the distribution of charged patches all over the protein surface [173] ( Figure 10 ). On the other hand, the strong dipole moment in the LAC from T. versicolor leads to different enzyme orientations on positively and negatively charged surfaces (panels (C) and (D), respectively) [173] . Negatively charged residues interacting with the surface are shown as red van der Waals spheres in panel (C), while positively charged residues are shown in blue in panel (D).
The oriented immobilization on electrode surfaces presenting different charges of two different BODs, one from a fungus (M. verrucaria) and the other from a bacterium (Bacillus pumilus), was shown to be controlled by the variation of their dipole moments as a function of pH [30] . Hence, direct connection of M. verrucaria BOD was obtained upon adsorption at pH 6 on negatively charged surfaces, in relation with a dipole moment pointing towards the T1 Cu, while only mediated catalytic current was obtained on positively charged surfaces [145] . On the contrary, B. pumilus BOD, with a dipole moment directed toward the opposite side of the T1 Cu in all the pH range, was unable to achieve any direct connection on negatively charged surfaces. This last example clearly demonstrates that the dipole moment is the key property driving the orientation, much more than the global surface charge which is similar for the two BODs.
Electrostatic control of the orientation of enzymes was reported in other papers, although a direct link with dipole moments was not underlined. Modeling studies highlight the crucial role played by the surface charge for effective reactions at the interface. For example, the hexameric tyrosine coordinated protein (HTHP) will adsorb in a nonproductive orientation for DET on positively charged SAMs [174] . In their work on sulfite oxidase adsorbing on SAMs, Utesch et al. showed how the solution ionic strength impacts the enzyme adsorption [175] . High ionic strengths tend to inhibit the interaction between the cyt b5 domain and the SAMs both by competitive adsorption between ions and the cytochrome units, and by the shielding of the electrostatic attraction [172] . On the other hand, the strong dipole moment in the LAC from T. versicolor leads to different enzyme orientations on positively and negatively charged surfaces (panels (C) and (D), respectively) [173] . Negatively charged residues interacting with the surface are shown as red van der Waals spheres in panel (C), while positively charged residues are shown in blue in panel (D).
Electrostatic control of the orientation of enzymes was reported in other papers, although a direct link with dipole moments was not underlined. Modeling studies highlight the crucial role played by the surface charge for effective reactions at the interface. For example, the hexameric tyrosine coordinated protein (HTHP) will adsorb in a nonproductive orientation for DET on positively charged SAMs [174] . In their work on sulfite oxidase adsorbing on SAMs, Utesch et al. showed how the solution ionic strength impacts the enzyme adsorption [175] . High ionic strengths tend to inhibit the interaction between the cyt b 5 domain and the SAMs both by competitive adsorption between ions and the cytochrome units, and by the shielding of the electrostatic attraction between the enzyme and the surface. The same group also investigated the effect of the protonation degree of the SAM surface on the immobilization of a [NiFe]-Hase [171] . They showed how the number of contacts between the SAM and negatively charged areas on the enzyme surface increase with the SAM ionization level. The strength of the enzyme/surface interaction is proportional to the SAM degree of protonation. However, MD simulations show that a high (50%) protonation degree of the SAM induces conformation changes in the enzyme that might be detrimental to its catalytic activity. However, one should note that, from a simulation perspective, the vast majority of modeling studies dealing with protein-solid surface systems concerns peptides grafted on surfaces, while the larger, more complex redox enzymes have, until now, attracted much less attention. Electrochemistry was thus the main method used throughout. Ulstrup et al. extensively studied the electrochemical behavior of four MCOs (three LACs, i.e., Coprinus cinereus (CcL), Myceliophthora thermophila (MtL), and Streptomyces coelicolor (ScL) as well as BOD from M. verrucaria) on different SAMs terminated by methyl, carboxylate, and amino groups [176] . A clear DET signal for catalytic reduction was reported for M. verrucaria BOD and CcL immobilized on negative carboxylate SAMs, and for ScL immobilized on positive or hydrophobic SAMs. No catalytic current could be obtained for MtL on any SAMs. Such observations demonstrate the clear sensitivity of a given enzyme to the local chemistry of the electrode surface more likely due to their electrostatic interactions. Enzymes having negative (ScL) or positive (M. verrucaria BOD, CcL) surface charge around the copper T1 active site are adsorbed on positive or negative SAMs, respectively, in a DET-type orientation derived by electrostatic interactions between opposite charges. Hydrophobic interactions have also featured for ScL immobilization on octanethiol SAMs, typically due to the hydrophobic environment around the active site along with negative surface charges. Although MtL is structurally similar to M. verrucaria BOD, no clear DET on any SAM surface indicates an entirely different environment around the Cu T1. Oriented immobilization of a [FeFe]-Hase from Clostridium acetobutylicum having large positive surface regions was achieved at negative SAMs on gold electrodes [177] . On the contrary, an oxygen-tolerant [NiFe]-Hase from R. eutropha adopted favorable orientation for DET-type electrocatalysis on 6-amino-1-hexanethiol coated gold electrodes [149] . This Hase being homologous to A. aeolicus Hase, one can suspect that the dipole moment of the enzyme may explain such a result.
Effect of Covalent Attachment
Covalent attachment is viewed as a general solution to avoid enzyme leaching from the electrochemical interface. The presence of amino, carboxylate, or hydroxyl groups within the amino acid moieties of an enzyme is exploited for covalent binding. SAMs on gold also offer a variety of terminal chemical functionalities that permit ease of covalent conjunction. For covalent attachment, carbodiimide chemistry is the most popular one, where water-soluble 1-(3-dimethylaminopropyl)-3-ethylcarbodiimide hydrochloride (EDC) and N-hydroxysuccinimide (NHS) reagents are commonly used [178, 179] . The issue here is whether the covalent attachment will preclude any specific orientation of the enzyme, and hence decrease the ET efficiency. Actually, covalent attachment may result in multipoint attachment of the enzyme as more than one surface functional group may participate during bond formation. Consequently, the relative position achieved by immobilized enzymes is random and enzymes adopt nonuniform distribution orientations.
Infrared spectroscopy is a valuable tool to monitor the formation of a covalent bond between an immobilized enzyme and a linker. The EDC/NHS coupling reaction catalyzing the formation of amide bonds between the amino groups of a linker molecule on the surface of the Au electrode and the carboxylic acid groups of a LAC was performed [144] . As a result of this covalent attachment, an absorption band appeared at 1737 cm −1 , typical of a carbonyl group, confirming the formation of covalent amide bonds between the amino-terminated linker of the gold electrode and the carboxylic functions of the LAC exposed to the solvent. Surface-Enhanced Raman Scattering (SERS) was used to monitor the covalent attachment of the azido-modified horseradish peroxidase onto gold electrodes modified with an alkynyl complex-1,4-dialkynylbenzene (DEB). The success of the click chemistry reaction was evidenced by the disappearance of the azide band of the enzyme involved in the covalent bond with the DEB monolayer [180] . Rudiger et al. reported higher operational stability compared to adsorbed enzymes when D. gigas [Ni-Fe]-Hase was covalently attached to gold electrodes modified with a SAM of 4-aminothiophenol. After 80 h of continuous operation, 25% of the initial current was maintained. A clear DET signal confirmed that the immobilization method favors an orientation where the active site of the enzyme faces the electrode surface [143] . Gutierrez-Sanchez et al. reported similar higher operational stability for covalent conjunction of M. verucaria BOD to gold electrodes modified by carboxylate-terminated SAM [145] . This result was obtained by coupling SPR to electrochemistry, and was unexpected since it was also demonstrated that before covalent attachment, the decrease in the catalytic signal was not related to any enzyme desorption from the gold surface. This observation clearly demonstrates that covalent binding induces some rigidification of the structure which is favorable to enzyme stability once immobilized. However, with the same M. verucaria BOD enzyme and on the same type of negative SAM on gold, Blanford et al. did not find any improvement of stability of the catalytic signal after covalent linking, and even showed a decrease in the magnitude of the current [181] . Actually, characteristics of the immobilized systems, including surface coverage, electrocatalytic activity, and stability of the proteins are considerably affected by the type of bond formed between electrode and protein, which is driven by the immobilization method. In the two cases just reported, the binding reaction was performed in two different ways. In the first case, the enzyme was first oriented according to electrostatic interaction on the SAM-modified gold electrode, and then the coupling reaction was performed. In the second case, the activated ester was first immobilized on the gold electrodes before enzyme coupling.
Effect of Enzyme Partition
In vivo, catalytic reactions mostly occur in an enzyme-crowded environment. It can thus be suspected that the density of enzymes on the electrode interface might impact the catalysis efficiency. The enzyme surface packing on the electrode could also influence its redox potential. For example, MD simulations and quantum calculations performed on cytochrome c covalently bound on a bare gold surface have shown that crowding of the proteins can raise their redox potential to around 100 mV [182] . This effect would be due to the change in the polarizability of the enzyme's environment, where much less polarizable proteins replace water. Concomitantly, enzyme surface density may alter enzyme orientation because of interactions between neighboring molecules. At the same time, such interactions may impede important functional movements. McArdle et al. used electrochemistry coupled to QCM with dissipation analysis to explore the effect of M. verucaria BOD molecular density on catalytic activity and layer rigidity. An optimum concentration of enzymes to be adsorbed was found as a balance between rates of adsorption, enzyme denaturation, and reorientation [146] . One way to vary the enzyme density at planar electrodes is to use mixed SAMs composed of different thiol derivatives. These SAMs are usually prepared by co-adsorption from a solution containing different thiol components onto an electrode surface. Mixed SAMs present stronger overall polarization than pure SAMs as a consequence of antiparallel orientation of dipoles within the SAM. In case of electrostatic binding of enzymes, this polarization induces an enhanced amount of enzyme loading [183] . Many studies dedicated to enzymatic electrocatalysis use mixed SAMs, although the partition of the thiols in such mixed layers is not straightforward, and a detailed relationship between the SAM mixed chemistry and the enzyme activity is rarely provided. Actually, dilution of two different thiols may result in homogeneous [184] , or phase-separated monolayers [185] . It is noteworthy that Traunsteiner et al. used electrochemistry to study the effect of the structure of a mixed SAM obtained by the dilution of short-chain thiols with a longer thiol chain, the linker, on the binding and catalytic efficiency of T. versicolor LAC (Figure 11 ). The linker was chosen to fit the Cu T1 pocket and to bind LAC in a favorable orientation for electrocatalysis. The arrangement of the linker was visualized by high-resolution STM, showing two configurations as a function of water content in the thiol solutions. In case of separated domains of the linker and the short thiol chain, very small catalytic current was observed, contrary to the high current obtained when LAC was immobilized on homogeneous mixed SAM. In the latter case, it was suggested that the isolation of the linker by short thiol molecules improved the binding of LAC [153] . 
Effect of Potential, Electric Field
Electrical potential is a major parameter which controls redox enzyme activity, but also the formation of inactive states, or reactivation processes, by modulating the redox state of the active site. In addition to electrostatic interactions between charged species (either electrode or enzyme) induced by pH-dependent surface chemistry, electrical potential may also influence the enzyme conformation and orientation (and, hence, catalysis) in two different ways. First, performing the adsorption of the enzyme under an applied potential may have an impact on the orientation by creating an electric field around the enzyme. Second, imposing a potential once the enzyme is adsorbed on an electrode surface should affect its orientation and even its conformation by changing the charge in the environment of the enzyme. These two processes have been explored in only rare papers.
Proteins can be divided into hard and soft proteins depending on the conformational entropy of their structure. It was shown by ellipsometry and MD simulations that soft proteins, such as glucose oxidase, are less sensitive to changes in the conformation under applied potential once immobilized on a solid surface [186] . CueO [187] and fructose dehydrogenase (FDH) [188] adsorbed on a bare gold electrode at potentials around the potential of zero charge (Epzc) showed the highest direct catalytic activity, suggesting a more favorable enzyme orientation. For both enzymes, DET activity decreased when enzymes were allowed to adsorb at electrode potentials far from the Epzc. Different behavior as a function of the adsorbed potential was observed depending on the surface of the gold electrode, either bare, or modified by a hydrophobic thiol layer. The proposed model explains how the electrostatic interaction between the enzymes and the electrode in the electric double layer affects the orientation, but also the stability of the adsorbed enzymes. Lopez et al. immobilized M. verrucaria BOD on bare and nanocrystalline gold electrodes via potential pulse-assisted immobilization [189] . An increase in the direct catalytic current was observed compared to the electrode simply prepared by drop casting of enzyme, likely from a preferential orientation of M. verrucaria BOD.
The effect of electrode potential on protein immobilization after enzyme adsorption has also been investigated. Change in enzyme orientation upon application of a potential on the membranebound Hase from R. eutropha was monitored by spectroelectrochemistry [149] . Indeed, as discussed above, application of a negative potential below the EPZC of the SAM-coated Au electrode confirms a 
Proteins can be divided into hard and soft proteins depending on the conformational entropy of their structure. It was shown by ellipsometry and MD simulations that soft proteins, such as glucose oxidase, are less sensitive to changes in the conformation under applied potential once immobilized on a solid surface [186] . CueO [187] and fructose dehydrogenase (FDH) [188] adsorbed on a bare gold electrode at potentials around the potential of zero charge (E pzc ) showed the highest direct catalytic activity, suggesting a more favorable enzyme orientation. For both enzymes, DET activity decreased when enzymes were allowed to adsorb at electrode potentials far from the E pzc . Different behavior as a function of the adsorbed potential was observed depending on the surface of the gold electrode, either bare, or modified by a hydrophobic thiol layer. The proposed model explains how the electrostatic interaction between the enzymes and the electrode in the electric double layer affects the orientation, but also the stability of the adsorbed enzymes. Lopez et al. immobilized M. verrucaria BOD on bare and nanocrystalline gold electrodes via potential pulse-assisted immobilization [189] .
An increase in the direct catalytic current was observed compared to the electrode simply prepared by drop casting of enzyme, likely from a preferential orientation of M. verrucaria BOD.
The effect of electrode potential on protein immobilization after enzyme adsorption has also been investigated. Change in enzyme orientation upon application of a potential on the membrane-bound Hase from R. eutropha was monitored by spectroelectrochemistry [149] . Indeed, as discussed above, application of a negative potential below the E PZC of the SAM-coated Au electrode confirms a reorientation of a fraction of the enzyme population in a more favorable configuration for DET, leading finally to an increase in catalytic current. On the other hand, possible deleterious side effects induced by the application of potential have been evidenced [190] . In the case of the anaerobic [NiFe]-Hase from D. vulgaris Miyazaki F, continuous potential application leads to a decrease in the intensity arising from the infrared markers of the active site (one C≡O and two C≡N ligands). Remarkably, the signal intensity arising from amide I and amide II bands reflecting the structural integrity of the enzyme remains constant, suggesting a targeted destruction of the active site. The authors suggest the in situ generation of ROS reacting with the active site and leading to its destruction. This experimental dataset argues against the widely used "film loss" explanation. Besides this, catalytic current dependence on the electrochemical methods used emphasized that cyclic voltammetry induced a faster decrease in the current for O 2 reduction by M. verrucaria BOD with time than did chronopotentiometry, suggesting a clear influence of the applied potential on the current stability [181] . The interfacial electric field has also been pointed out to affect the redox potential of enzymes. A SEIRA study of the type II NADH: Quinone Oxidoreductase from E. coli immobilized on SAM-modified gold electrodes outlined a substantial increase in the redox potential of the enzyme (~140 mV) [191] . The authors attributed this upshift in potential to an electric-field-driven stabilization of the flavin cofactor. This interpretation was supported by previous similar observations on tetraheme cytochromes c 3 [192] .
Future Directions: Towards Rational Bioelectrode Design
We have reviewed how to control the orientation of redox enzymes on electrochemical interfaces. This step is mandatory to achieve a fast ET process and maximize the quantity of loaded enzymes on the surface. Success in such oriented immobilization is particularly important for practical applications as it will enable higher sensitivity for biosensors as well as higher current densities-and, hence, power densities-for biofuel cells. Fundamental understanding of the physiological processes in which redox enzymes are involved for ET is essential if one wants to provide the best tailored immobilization procedure. Protein-protein interactions can be investigated using numerous modeling tools, especially to identify potential interaction partners, and to determine the structure of protein assemblies on a surface [193] and the stability over time of these complexes. In particular, the modeling of protein complexes permits the identification of conformational changes induced by protein binding, which are likely to have a noticeable effect on the enzyme's biological function. Key parameters that may yield some degree of control over the orientation of enzymes may be deduced. The molecular bases for functional orientation of common and largely used enzymes are now available. This is the case for BOD and LAC, the enzymes widely used for O 2 reduction. This is also the case for Hases, which have been studied in depth on different types of planar electrodes. However, many enzymes, particularly less broadly used ones, remain silent in electrochemistry, which illustrates that the sole examination of the structure of an enzyme is not sufficient to describe the immobilization and ET phenomenon in its full complexity. The influence of tags used for purification, and surfactants in the case of membrane proteins, may play an essential role in enzyme orientation which is often underestimated.
One important issue that still needs to be further investigated is the effect of the orientation required for DET on the conformation and dynamics of the immobilized enzyme. Electrostatic interactions are most often required to guide a proper orientation of the enzyme yielding a high ET rate constant. Whether these interactions can affect the native conformation, or even denature the enzymes, is still an open question. From a theoretical perspective, molecular modeling approaches provide us with a detailed picture on the molecular level of how the surface/protein interaction can control the enzymes' orientation, and eventually impact their conformation and internal dynamics. In addition, quantum calculation can help determine potential modifications of the enzymes' redox properties and catalytic activity when they are immobilized on the electrode surface. Some experimental works already clearly state change in the conformation of enzymes upon immobilization on an electrode. As a relevant illustration, the two highly homologous membrane-bound [NiFe]-Hases from A. aeolicus and R. eutropha display completely different behavior on highly negatively charged electrode surfaces [194] . Recovering of the catalytic signal for H 2 oxidation after surfactant addition in the R. eutropha Hase sample suggested that the absence of a surfactant compared to the A. aeolicus Hase sample induced structural changes of the enzyme because of the strong electrostatic interactions. LAC and BOD immobilized for DET on gold electrodes were shown to face potential-induced structural changes as revealed by SERRS and ellipsometry experiments [58, 141] . QCM and dual-polarization interferometry studies of BOD immobilized on negative SAM-based gold electrodes highlighted that deformation required for DET should lead to a decrease in activity at high enzyme concentrations [146] .
To improve the understanding and control of the molecular details involved in protein-electrode interaction, it is now mandatory to develop new methods that are able to relate in real time electrocatalytic activity to enzyme loading, enzyme partition, and enzyme conformation and dynamics. However, very few works nowadays report such coupled methods. One exception is SPR and QCM coupled to electrochemistry, the so-called e-SPR and e-QCM approaches that were already developed to correlate enzyme loading to activity [145, 181] . Such coupled methods established for the first time the relation between the amount of deposited enzymes and the enzymatic activity. They also allowed a definite demonstration that a decrease in catalytic currents was not a result of enzyme leaking in most cases, but was due to other processes. Whether these other processes involved are reorientation, change in conformation, or denaturation must be now elucidated. Further developments in orientation-sensitive spectroelectrochemical methods such as PMIRRAS and Plasmon Waveguide Resonance [195] , a much more sensitive variant of SPR able to measure affinity and kinetics of interaction, are currently running. They may allow us to relate the conformation of the enzyme or reorientation to its activity. To characterize the overall surface topology, fluorescence microscopy, or AFM approaches, should also be coupled to electrochemistry to constitute a map of enzyme localization on an electrode surface, and visualize the real effect of enzyme density. Such approaches require technological set ups that are currently under investigation for other redox systems than enzymes, but may be applied to redox enzymes in the near future [196] . Sampling issues remain a bottleneck in the simulation of enzyme-surface interactions, in particular, for investigating processes taking place on a large range of length and time scales. Therefore, the development of enhanced sampling methods and multiscale approaches represents a central challenge for studying such complex systems. Finally, sensitive electrochemical methods have to be developed to search for noncatalytic signals, allowing us to access the real amounts of enzymes effectively participating in the catalysis.
With that objective and to enhance the signal-to-noise ratio, electrochemical interfaces other than planar electrodes should be used. However, one should define for which conditions the key parameters for a specific enzyme orientation obtained on flat electrodes could be extended to more complex electrodes, and beyond to 3D nanostructures. A few recently reported examples demonstrated the ability to transfer the determined molecular basis for DET from a planar to a more complex-structured electrode. The physicochemical properties of the SAM-modified gold electrodes obtained in the case of M. verrucaria BOD were transposed to functionalized nanoporous gold [197] , as well as to functionalized carbon nanotubes films [30] . The requirement of an aromatic linker to anchor LAC via the Cu T1 was confirmed on films made of gold nanoparticles [198] . Catalysis with A. aeolicus Hase immobilized on carbon nanotubes presenting different surface chemistry highlighted good correlation with catalytic currents observed on the corresponding SAM functionality on planar gold electrodes. Agreement between the magnitudes of the catalytic current as a function of the surface chemistry on the carbon nanotubes with theoretical modeling of the dipole moment of the enzyme was also demonstrated [194] . Nevertheless, only a low percentage, around 10%, of the loaded enzymes were electrically connected in the 3D structure [21] , which suggests that other parameters than a correct enzyme orientation for DET drive catalysis in 3D conductive structures. One should be aware of the heterogeneity of electrochemical interfaces such as those formed by carbon nanotubes or carbon particles. Indeed, on such surfaces the walls of the carbon nanotubes are hydrophobic. Chemical functions are created upon carbon nanotube oxidative treatment or after π-binding of aromatic derivatives, yielding surfaces presenting various functionalities. The multiporosity displayed by 3D conductive surface must also be taken into account. Such a property is expected to be suitable for electrocatalysis, with macroporosity (pore diameter more than 50 nm) allowing fast substrate transport and mesoporosity allowing stable enzyme encapsulation. In the case when the pore is of the same dimension as the enzyme, one can expect that electrical connection of the enzyme might be efficient independently of its orientation, with the functionalities on the material serving only for stable anchorage [199] . In this case, however, transport processes should play a key role, both to provide a sufficient level of substrate to the enzyme and to permit fast evacuation of the product to avoid enzyme inhibition. This means that efficient bioelectrocatalysis will be achieved through a balance between electrical connection of a high amount of redox enzymes, protection of the enzymes in a suitable conductive structure, and substrate availability.
